1. Introduction {#sec1-ijms-20-01682}
===============

The characteristics of light, including its source, spectra, intensity, and regimen, play important roles in avian growth and reproduction. Many studies have focused on the role of light spectra in chicken growth in recent years, finding that different wavelengths of light affected the growth of turkeys \[[@B1-ijms-20-01682]\] and broilers \[[@B2-ijms-20-01682],[@B3-ijms-20-01682]\]. Furthermore, green light (GL) stimulation has been shown to accelerate muscle growth in broilers \[[@B4-ijms-20-01682]\], and enhance the secretion of insulin-like growth factor I (IGF-I) by chick embryo hepatocytes \[[@B5-ijms-20-01682],[@B6-ijms-20-01682]\]. IGF-I has been shown to be a key regulator of muscle development and metabolism in birds and other vertebrate species \[[@B7-ijms-20-01682],[@B8-ijms-20-01682]\], and promoted satellite cells proliferation through IGF-I signaling \[[@B9-ijms-20-01682]\]. Liu et al. \[[@B10-ijms-20-01682]\] have shown that GL illumination promoted chick satellite cell myogenic processes during early posthatch stages, and IGF-I played a central role. Melatonin (MEL), which is mainly synthesized by the pineal gland and associated with illumination, is a key indicator in photoelectric conversion \[[@B11-ijms-20-01682],[@B12-ijms-20-01682],[@B13-ijms-20-01682],[@B14-ijms-20-01682]\]. Previous studies have shown that monochromatic light influenced the secretion of MEL \[[@B15-ijms-20-01682]\], which was involved in IGF-I synthesis \[[@B5-ijms-20-01682],[@B16-ijms-20-01682]\]. However, the molecular mechanism of the monochromatic light influence of IGF-I secretion in broilers is not fully understood.

Avian MEL receptors, including Mel1a, Mel1b, and Mel1c, belong to the heterotrimeric guanine nucleotide binding proteins (G protein)-coupled receptor (GPCR) family \[[@B17-ijms-20-01682]\]. The G proteins G~α~s, G~α~i, and G~α~q have been reported to bind to melatonin receptors \[[@B18-ijms-20-01682],[@B19-ijms-20-01682]\]. The binding of receptors to G~α~s leads to increased levels of cyclic adenosine monophosphate (cAMP), while the binding to G~α~i leads to a contrasting consequence. Additionally, G~α~q coupled receptors are associated with a rise in intracellular calcium as a result of phospholipase C (PLC) pathway activation \[[@B20-ijms-20-01682]\]. Furthermore, G proteins stimulate distinct downstream effectors, including enzymes, ion channels, and small GTPases, thus regulating multiple signaling pathways, including those involved in the activation of mitogen-activated protein kinase (MAPK) modules \[[@B21-ijms-20-01682],[@B22-ijms-20-01682],[@B23-ijms-20-01682],[@B24-ijms-20-01682]\]. In this study, we investigated the pathway of activation of monochromatic photostimulated IGF-I synthesis in broiler livers by Mel1c, and found that a signaling cascade of G~α~q/protein kinase C (PKC)/extracellular regulated protein kinases (ERK) is involved.

2. Results {#sec2-ijms-20-01682}
==========

2.1. Monochromatic Green Light-Regulated Hepatic IGF-I Expression through Mel1c {#sec2dot1-ijms-20-01682}
-------------------------------------------------------------------------------

In this study, following exposure to different light treatments, the plasma and livers of intact, sham, or pinealectomy broilers were collected for measurement of the MEL concentration as well as Mel1c and IGF-I mRNA detection at P14. The MEL concentration in plasma in the intact GL group was 56.47% and 99.35% significantly higher than the white (WL) (*p* = 0.020) and red (RL) (*p* = 0.003) groups, and slightly higher than the blue (BL) (30.68%, *p* = 0.106) group, respectively ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}A). Accordingly, the mRNA levels of Mel1c ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}B) and IGF-I ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}C) in the livers of intact chicks exposed to GL were increased by 146.12--320.39% (*p* = 3.41 × 10^−5^--3.17 × 10^−4^) and 45.91--157.89% (*p* = 3.46 × 10^−8^--3.64 × 10^−5^), respectively. After pinealectomy, the MEL concentration in the plasma of the GL and BL groups were significantly decreased by 31.39% (*p* = 1.66 × 10^−4^) and 25.08% (*p* = 2.86 × 10^−6^), and slightly decreased in WL and RL, by 28.27% (*p* = 0.084) and 5.99% (*p* = 0.545), respectively, compared with the concentrations of the sham operation group members following corresponding light treatments ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}A). Consistent with the decrease in the MEL level in plasma, the mRNA levels of Mel1c ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}B) and IGF-I ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}C) in the livers of the pinealectomy groups under GL treatment were reduced by 73.61% (*p* = 1.45 × 10^−5^) and 44.51% (*p* = 4.93 × 10^−5^), respectively. Furthermore, there were no statistically significant differences in the MEL, Mel1c, or IGF-I levels among various monochromatic light treatment groups after the pinealectomy operation. These results indicate that monochromatic green light might regulate IGF-I expression through MEL and Mel1c.

To further determine the relationship between MEL and Mel1c receptors with monochromatic light-induced hepatic IGF-I expression, liver cells from GL-treated broilers were isolated at P14. As [Figure 1](#ijms-20-01682-f001){ref-type="fig"}D shows, treatment of isolated primary hepatocytes with 250 pg/mL of melatonin for 24 h resulted in a 1.3-fold (*p* = 0.0003) increase in IGF-I protein expression compared with the control. When the effect of melatonin was abrogated by the pretreatment of the Mel1c antagonist (prazosin), this resulted in no obvious differences in the control and prazosin-alone groups ([Figure 1](#ijms-20-01682-f001){ref-type="fig"}D). These results indicate that monochromatic GL regulates IGF-I protein expression through Mel1c.

2.2. G~α~q Coupled to Mel1c is Involved in MEL-Induced IGF-I Expression {#sec2dot2-ijms-20-01682}
-----------------------------------------------------------------------

In order to explore which G proteins could couple to Mel1c and mediate the effect of MEL on IGF-I synthesis, hepatocytes were isolated from GL-treated intact broilers at P14, and the potential involvement of G~α~s, G~α~i, and G~α~q was investigated. The effects of melatonin in the presence or absence of a Mel1c antagonist (prazosin) on intracellular cAMP changes in primary hepatocytes were assessed by ELISA. The results showed that 250 pg/mL of melatonin induced a 1.36-fold increase (*p* = 0.015) in the intracellular cAMP level in primary hepatocytes as compared with the control ([Figure 2](#ijms-20-01682-f002){ref-type="fig"}A). The elevation of intracellular cAMP levels induced by melatonin was scarcely affected by 1 µM of prazosin, which is a Mel1c antagonist ([Figure 2](#ijms-20-01682-f002){ref-type="fig"}A). The data suggest that Mel1c might not couple with G~α~i or G~α~s in liver cells.

Then, the protein level of G~α~q in response to additional melatonin in the presence or absence of a Mel1c antagonist (prazosin) in primary hepatocytes from GL-treated intact broilers was measured by Western blot analysis. G~α~q protein expression was detected in the cell lysates using a primary antibody against G~α~q. Treatment of isolated primary hepatocyte cells with 250 pg/mL of melatonin for 24 h resulted in a 1.44-fold (*p* = 2.77 × 10^−5^) increase in G~α~q protein expression ([Figure 2](#ijms-20-01682-f002){ref-type="fig"}B) and a 1.30-fold (*p* = 0.008) increase in IGF-I mRNA expression ([Figure 2](#ijms-20-01682-f002){ref-type="fig"}C). The observed melatonin-induced upregulation in G~α~q protein expression was abrogated by 1 µM of Mel1c antagonist, and the MEL-induced increase of IGF-I mRNA expression was abolished by Ym254890, which is a G~α~q protein inhibitor. These results indicate that G~α~q might couple to Mel1c and be involved in MEL-induced IGF-I expression in the livers of GL-treated broilers.

2.3. Mel1c-Activated PKC through G~α~q Involved in MEL-Induced IGF-I Expression {#sec2dot3-ijms-20-01682}
-------------------------------------------------------------------------------

The α-subunits of G~α~q transduce signals from their cognate receptors to specific cellular responses via the activation of the effector PLCβ and protein kinase C (PKC) \[[@B25-ijms-20-01682]\]. Thus, we investigated whether PKC is involved in Mel1c-induced IGF-I activation. The protein levels of the phosphorylated and total PKC in response to the presence of additional melatonin in primary hepatocytes in the presence or absence of a Mel1c antagonist (prazosin) were measured by Western blot analysis. The treatment of isolated primary hepatocyte cells with melatonin for 24 h resulted in a 1.88-fold (*p* = 5.05 × 10^−8^) increase in relative activated PKC protein as compared with the control ([Figure 3](#ijms-20-01682-f003){ref-type="fig"}A,C). The observed melatonin-induced upregulation in activated PKC protein expression was abrogated by 1 µM of Mel1c antagonist (prazosin). Additionally, MEL-induced PKC expression phosphorylation was also abrogated by 10 µM of Ym254890 (G~**α**~q antagonist) or 10 µM of Go9863 (PKC inhibitor) ([Figure 3](#ijms-20-01682-f003){ref-type="fig"}B,D). The data suggest that G~**α**~q couples to excite Mel1c and activate PKC signaling in the isolated hepatocytes of GL-treated broilers. Furthermore, MEL-induced upregulation of IGF-I mRNA expression was blocked when the cells were co-incubated with Go9863 (a PKC inhibitor) in isolated hepatocyte cells ([Figure 3](#ijms-20-01682-f003){ref-type="fig"}E). Together, the results indicate that G~**α**~q/PKC is involved in the process of Mel1c, mediating the effects of melatonin on IGF-I mRNA expression in hepatic cells.

2.4. ERK1/2 Participates in G~α~q-Coupled Mel1c-Mediated IGF-I Synthesis {#sec2dot4-ijms-20-01682}
------------------------------------------------------------------------

It is well established that G~α~q-activated PKC can stimulate ERK1/2 signaling \[[@B25-ijms-20-01682],[@B26-ijms-20-01682]\]. Thus, ERK1/2 protein expression in primary hepatocytes from GL-treated broilers, cultured with or without MEL, in the presence or absence of 1 µM of prazosin, 10 µM of Ym254890 (G~**α**~q antagonist), or 10 µM of Go9863 (PKC inhibitor) for 24 h, was analyzed by Western blot analysis. The treatment of isolated primary hepatocyte cells with melatonin for 24 h resulted in a 1.34-fold (*p* = 0.001) increase in the phosphorylated ERK1/2 level as compared with that of the control. The observed melatonin-induced upregulation in p-ERK1/2 protein expression was abrogated by a Mel1c antagonist ([Figure 4](#ijms-20-01682-f004){ref-type="fig"}A) and G~**α**~q or PKC antagonists ([Figure 4](#ijms-20-01682-f004){ref-type="fig"}B). These results imply that Mel1c activates the ERK1/2 signaling pathway via a G~**α**~q/PKC cascade.

In addition, IGF-I mRNA and protein expression detection showed that the melatonin-induced increases in IGF-I mRNA and protein expression were abrogated by ERK1/2 inhibitor ([Figure 4](#ijms-20-01682-f004){ref-type="fig"}C,D), suggesting that ERK1/2 might participate in G~**α**~q-coupled Mel1c-mediated IGF-I synthesis.

To obtain further support for the involvement of the Mel1c/G~**α**~q/PKC/ERK1/2 cascade in the monochromatic light regulation of IGF-I synthesis in broiler livers, hepatic ERK1/2 activation of the intact, sham, and pinealectomy birds were studied following different light treatments by Western blot analysis in vivo. Exposure to monochromatic light affected hepatic ERK1/2 activation. The phosphorylated ERK1/2 level in intact GL broiler livers was 67.45% (*p* = 1.61 × 10^−5^), 57.01% (*p* = 4.34 × 10^−5^), and 17.74% (*p* = 0.024) higher than that of WL, RL, and BL in intact birds, respectively. Pinealectomy reduced phosphorylated ERK1/2 in the liver of RL, GL and BL groups by 10.97--37.67% (*p* = 0.001--0.014), respectively, compared with the corresponding light treatments in the sham operation group, and the differences among various monochromatic light treatment groups were not statistically significant ([Figure 5](#ijms-20-01682-f005){ref-type="fig"}). The trends of ERK1/2 activation levels in broilers following different light and operation treatments were consistent with the trends of Mel1c and IGF-I mRNA expression in the liver following different monochromatic light and operation treatments in vivo. The results indicate that the ERK1/2 cascade participates in monochromatic light induced-Mel1c mediated IGF-I expression.

3. Discussion {#sec3-ijms-20-01682}
=============

Previous studies have demonstrated that the monochromatic green light promotes the pineal gland releasing MEL \[[@B27-ijms-20-01682]\] and improving hepatic IGF-I synthesis and secretion, which finally accelerated the broiler growth rate \[[@B3-ijms-20-01682],[@B4-ijms-20-01682],[@B6-ijms-20-01682],[@B28-ijms-20-01682]\]. The increased IGF-I promoted satellite-cell proliferation and differentiation \[[@B6-ijms-20-01682],[@B9-ijms-20-01682]\], which was responsible for muscle growth \[[@B29-ijms-20-01682]\]. In this study, GL elevated plasma MEL secretion, and this was also accompanied by increases of Mel1c and IGF-I mRNA levels in the liver. The lower level of plasma MEL that resulted from pinealectomy led to Mel1c and IGF-I mRNA expression being decreased, indicating that MEL mediates monochromatic light-induced IGF-I synthesis. On the other hand, in vitro assays showed a dramatic reduction in MEL-induced hepatocyte IGF-I protein secretion when Mel1c was blocked. This study shows that MEL membrane receptor 1c is involved in monochromatic light-induced IGF-I secretion. The regulation of MEL in IGF-I synthesis has also been reported in human granulosa cells \[[@B30-ijms-20-01682]\]. However, the intracellular signaling mechanism for Mel1c that transduces monochromatic light information into IGF-I synthesis still needs to be further deepened and explored.

In the present study, we found that the protein expression of Mel1c was upregulated by 250--2000 pg/mL melatonin treatment for 24 h ([Figure S1](#app1-ijms-20-01682){ref-type="app"}). Melatonin could regulate its receptors' expression for signal transduction \[[@B31-ijms-20-01682],[@B32-ijms-20-01682],[@B33-ijms-20-01682],[@B34-ijms-20-01682]\]. The high level of Mel1c at 24 h might result in downstream signaling activation until 24 h. This research has referred to the predecessor in the experiment design regarding timing, such as the p-ERK activation being observed until 24 h after stimulation in breast cancer \[[@B35-ijms-20-01682]\], NE-like LNCaP cells \[[@B36-ijms-20-01682]\], and GC-2 cells \[[@B37-ijms-20-01682]\], and the phosphorylated protein kinase C (p-PKC) activation at 24 h was also observed in ovarian surface epithelial cancer cells \[[@B38-ijms-20-01682]\], GC-2 cells \[[@B37-ijms-20-01682]\], podocytes \[[@B39-ijms-20-01682]\], glial cells \[[@B40-ijms-20-01682]\], and HT22 cells \[[@B41-ijms-20-01682]\]. Thus, we perform signaling evaluation at 24 h post-treatment in vitro. MEL membrane receptors belonging to (G protein)-coupled receptors can couple with G~α~s, G~α~q, or G~α~i to transduce various signals related to MEL action \[[@B19-ijms-20-01682],[@B42-ijms-20-01682],[@B43-ijms-20-01682]\]. To gain a better understanding of the signal transduction of melatonin in IGF-I synthesis in broiler livers, identification of the specific G proteins coupled to Mel1c for the relay of melatonin to downstream activation is important. It is well known that the coupling of receptors with G~α~s leads to the increased production of cyclic adenosine monophosphate (cAMP) via the adenylate cyclase pathway, but this process is inhibited by coupling with G~α~i. Additionally, the coupling of receptors with G~α~q primarily activates the membrane-associated phospholipase C and protein kinase C (PLC/PKC) pathway \[[@B21-ijms-20-01682]\]. In this study, MEL induced an increase in the intracellular cAMP level, which was scarcely influenced by the Mel1c inhibitor. The enhancement of cAMP in response to MEL treatment might occur due to G~α~s coupling to Mel1a. For this reason, Mel1a has been reported to couple with G~α~s in COS-7 cells \[[@B44-ijms-20-01682]\] and prostate cancer cells \[[@B19-ijms-20-01682],[@B45-ijms-20-01682]\], and induce cAMP elevation via MEL. Although Mel1c has been reported to couple with G~α~i to inhibit cAMP formation in HEK293 cells \[[@B43-ijms-20-01682]\], it seems that it does not couple with G~α~s or G~α~i in GL-treated chick liver cells. The apparent disparity in the mechanisms involved in Mel1c coupling to G proteins in chick liver cells can be partly explained by the different animal species and culture conditions used in various studies.

The detection of G~α~q mRNA or protein expression has been reported to evaluate the involvement of G~α~q in signal transduction. For instance, G~α~q mRNA expression was measured by quantitative real-time PCR, and the increased G~α~q mRNA expression or the activated G~α~q signaling was associated with cardiac hypertrophy, and G~α~q expression was inducible upon stimulation \[[@B46-ijms-20-01682]\]. G~α~q protein expression was also analyzed with Western blot in K562 cells, and showed a slight increase within five days of treatment with hemin, compared with the untreated cells \[[@B47-ijms-20-01682]\]. Levels of G proteins that were altered by stimulation \[[@B48-ijms-20-01682]\] indicated that increased levels of G proteins might reflect signal transduction to some extent. In this study, the protein expression of G~α~q in cultured hepatocytes was enhanced by MEL, and the enhancement was abolished by a Mel1c inhibitor. It is classic that an agonist binding at the extracellular part of a GPCR induces conformational changes in cytoplasmic parts, forming an interactive interface for recruiting G proteins. However, a lot of studies suggest GPCRs and G-proteins forming a preassembled (or precoupled) complex \[[@B49-ijms-20-01682],[@B50-ijms-20-01682],[@B51-ijms-20-01682],[@B52-ijms-20-01682]\]. Thus, we hypothesize that the high level of GPCR might result in an increase of the coupled G protein. That is to say, the elevated G~α~q protein might result from the increased Mel1c expression. This result suggests that Mel1c might couple with G~α~q and mediate the action of MEL. Further, it was shown that Mel1c can couple with G~α~q in transfected COS-7 cells \[[@B53-ijms-20-01682]\]. MEL-induced IGF-I mRNA expression was also blocked by a G~α~q inhibitor, indicating that the activation of G~α~q proteins is involved in the signal transduction of Mel1c-mediated IGF-I synthesis in cultured chick liver cells. Accordingly, insulin secretion in human islets and transfected HEK293 cells could be mediated through G~α~q-coupled signaling \[[@B54-ijms-20-01682],[@B55-ijms-20-01682]\].

G~α~q transduces signals from their cognate receptors to specific cellular responses via the activation of the effector PLCβ, which can activate protein kinase C (PKC) \[[@B25-ijms-20-01682],[@B26-ijms-20-01682]\]. MEL membrane receptors have also been shown to stimulate the PLC/PKC pathway in the MEL signal transduction process \[[@B56-ijms-20-01682],[@B57-ijms-20-01682],[@B58-ijms-20-01682]\]. In this study, MEL was found to phosphorylate PKC in hepatocytes. Moreover, blocking either Mel1c or G~α~q using specific inhibitors was enough to abolish the effects of MEL on PKC activation and IGF-I mRNA expression. There is evidence of the participation of PKC signaling in insulin secretion, that GLP-1-activated PKCs may contribute to insulin secretion INS-1 cells \[[@B59-ijms-20-01682]\] and pancreatic islets \[[@B60-ijms-20-01682],[@B61-ijms-20-01682]\]. These data indicate that activated PKC stimulated by G~α~q is involved in MEL-induced IGF-I expression, which is mediated by Mel1c.

Evidence has shown that a variety of different GPCRs exert their effects on cell growth and differentiation through the ERK1/2 cascade. Even though signaling pathways stimulated by different G proteins were intricate, most of them would activate ERK1/2 \[[@B62-ijms-20-01682]\]. Thus, ERK1/2 is commonly used to measure the functional outcome of receptor stimulation \[[@B63-ijms-20-01682]\]. In this regard, we explored ERK1/2 activation under the stimulation of Mel1c in cultured hepatocytes. There was a depression of MEL-induced phosphorylated ERK1/2 when Mel1c was blocked. In addition, MEL-induced phosphorylated ERK1/2 was also dismissed by G~α~q and PKC antagonists. Reports have shown that G~α~q-activated PKC could stimulate the ERK1/2 module by direct phosphorylation or by indirect C-Raf stimulation \[[@B25-ijms-20-01682]\]. These results support the notion that MEL initiates the PKC/ERK signaling pathway through Mel1c coupling with G~α~q. Furthermore, the stimulation of both hepatocellular IGF-I mRNA and protein expression by MEL was obviously reduced by ERK1/2 inhibitor in vitro, indicating that ERK1/2 signaling also participates in MEL-induced IGF-I expression.

To further test the relevance of the G~α~q/PKC/ERK signal cascade in the process of hepatic IGF-I expression stimulated by monochromatic light, chick liver ERK1/2 activation was detected in vivo. Hepatic ERK1/2 activation was enhanced by GL stimulation and reduced by pinealectomy. The trends shown for ERK1/2 activation under monochromatic light stimulation were consistent with the expression of IGF-I mRNA, implying an involvement of ERK1/2 in monochromatic light that affects the IGF-I secretion process. These results indicate that ERK1/2 is involved in the monochromatic light-stimulated IGF-I expression process, which is consistent with a previous study \[[@B64-ijms-20-01682]\] that found that the ERK, PI3K/Akt, and JAK2/STAT5 signaling pathways mediate the GH stimulation of IGF-I mRNA and protein expression. Although MEL was reported to be cytostatic for cancer cells through ERK1/2 signaling \[[@B36-ijms-20-01682],[@B65-ijms-20-01682],[@B66-ijms-20-01682]\], the stimulation of MEL on the MEK/ERK1/2 pathway was also shown to mediate protective signaling transduction \[[@B67-ijms-20-01682]\] and cell proliferation \[[@B68-ijms-20-01682]\]. It seems that MEL is a pleiotropic molecule that protects the body from detrimental effects and is involved in the regulation of development. Collectively, these results indicate that Mel1c mediates GL-stimulated IGF-I synthesis through the intracellular G~α~q/PKC/ERK signaling pathway.

4. Materials and Methods {#sec4-ijms-20-01682}
========================

4.1. Ethics Statement {#sec4dot1-ijms-20-01682}
---------------------

All of the animal experiments were in accordance with China Agricultural University (CAU) Institutional Animal Care and Use Committee guidelines (ID: CAU20171114-2). The animal experimental protocol was approved by the Animal Welfare Committee of CAU.

4.2. Animals and Treatment {#sec4dot2-ijms-20-01682}
--------------------------

Posthatching day (P) 0 Arbor Acre male broilers were procured from Beijing Huadu Breeding, P. R. China. The animals were raised in four separate colored light rooms. A light-emitting diode (LED, Hongli Tronic Co., Guangzhou, China) system was used as the unique light source in each room to generate white (WL, 400--700 nm, control group), red (RL, 660 nm), green (GL, 560 nm), or blue (BL, 480 nm) light \[[@B15-ijms-20-01682],[@B69-ijms-20-01682]\]. All of the light sources were standardized by having an illuminance of 15 ± 0.2 lux (ST-85 model automatic range luminometer; Photoelectric Instrument Factory, Beijing, China) at the head of the broilers. In each light stimulation condition, the broilers were divided into the pinealectomy (*n* = 4), sham operation (*n* = 4), and intact groups (*n* = 4), with a further five intact birds in the GL group being used for in vitro assays. In each light-treatment group, pinealectomy and sham operations were performed at P3. Before each surgery, the birds were anesthetized with an intraperitoneal injection of Nembutal (30--40 μg per gram of body weight, 57-33-0, St. Louis, MO, USA) in accordance with the description by Karaganis \[[@B70-ijms-20-01682]\], as follows. Anesthetized birds were secured with an avian stereotaxic apparatus. The skin, meninges, and skull were split to expose the pineal gland. The pineal gland was removed, and the opening was packed with gel foam to reduce bleeding. Then, the wound was closed with surgical sutures and treated with a topical antibiotic ointment. The sham surgeries were performed in exactly the same way, except that the pineal gland was left intact. After the operations, the birds were immediately returned to isolated cells with the correct corresponding light colors. The broilers were kept at a temperature of 32 °C during the first week, which was then reduced by 2 °C per day until it reached 26 °C. The relative humidity was maintained at 55--60%, with an alternative light/dark cycle (23 h light, 1 h dark; i.e., light from 1:00--23:00) to ensure that the animals remained under the critical photoperiod. The broilers were allowed access to food and water ad libitum. The diet was formulated to meet or exceed the nutrient recommendations for poultry, as outlined by the National Research Council (1994). At P14, blood samples were collected via cardiac puncture for ELISA, and then the birds were killed by decapitation. The left lobe of the liver was aseptically removed and frozen in liquid nitrogen and then stored at −80 °C for Western blot or quantitative real time PCR (QRT-PCR) analysis.

4.3. Primary Hepatocytes Isolation and Culture {#sec4dot3-ijms-20-01682}
----------------------------------------------

The birds (*n* = 5) were anesthetized by the intravenous injection of a mixture of Nembutal (30--40 μg per gram of body weight) and heparin (1750 U/kg) at P14. The primary chick hepatocytes were isolated and cultured using a modification of the protocol published by Yamanaka \[[@B71-ijms-20-01682]\] and Fraslin \[[@B72-ijms-20-01682]\]. The abdominal cavity was opened under aseptic conditions to expose the liver. A catheter (Venocath, Abbott, Ireland) was inserted into the portal vein via the pancreaticoduodenal vein, and the right atriums were incised. The liver was first perfused with calcium-free HEPES solution (pH 7.4) supplemented with 5 mM of EDTA, and then the EDTA was washed off using a calcium-free HEPES solution, and the hepatocytes were obtained using HEPES solution containing 0.4 g/L of collagenase IV (Worthington Biochemical Corporation, Lakewood, CO, USA) and 5.4 mM of calcium chloride. The cell suspensions were filtered with a tissue sieve (200 meshes per 2.5 cm) and washed with William's E medium (WMP02, Caisson, Smithfield, RI, USA) three times. The cells were re-suspended in William's E medium with 10% fetal bovine serum (GIBCO, Carlsbad, CA, USA), and cell viability was assessed by trypan blue dye exclusion after isolation. Only preparations with a cell viability \>95% were seeded into culture plates in an incubator at 37 °C. After 24 h of incubation, the supernatant was replaced by serum-free William's E medium supplemented with 100 U/mL of penicillin, 0.1 mg/mL of streptomycin, 10^−9^ M of insulin (I0305000, Sigma, St. Louis, MO, USA), 10^−9^ M of dexamethasone (D4902, Sigma, St. Louis, MO, USA), 10^−7^ M of transferrin (T3309, Sigma, St. Louis, MO, USA), and 10^−5^ M of vitamin C (A7506, Sigma, St. Louis, MO, USA). The supernatant was renewed by serum-free William's E medium every 24 h. Cells grown to 80--90% confluence were treated with 1 µM of prazosin (selective Mel1c antagonist, sc-204858, Santa Cruz, Dallas, TX, USA), 10 µM of PD98059 (MAP2K \[MEK\] 1/2 specific inhibitor, 1213, Bristol, Tocris Bioscience, MO, USA), 10 µM of Go9863 (a pan-PKC inhibitor, T6313, Topscience, TX, USA), or 10 µM of Ym254890 (an inhibitor of G~α~q/11 activation, 25700631, Wako, Osaka, Japan) for 30 min, followed by the addition of 250 pg/mL of MEL (63610, Sigma, St. Louis, MO, USA) or not for 24 h. All of the antagonist doses were determined by preliminary experiments.

4.4. ELISA {#sec4dot4-ijms-20-01682}
----------

All of the blood samples were heparinized with 1000 UI/mL of sodium heparin (H4784, Sigma, St. Louis, MO, USA) in avian saline. After centrifugation at 1000× *g* for 20 min, the plasma was decanted and stored at −80 °C. Concentrations of MEL in plasma were measured by an enzyme-linked immunosorbent assay kit for anti-MEL (CEA908Ge, Uscn Life Science, Inc., Wuhan, China).

The cells were incubated with 1 μM of prazosin for 30 min followed by 250 pg/mL of MEL for 24 h, and 3-isobutyl-1-methylxanthin (IBMX 100 μM, T1713, Topscience, TX, USA) was added to the medium to prevent cAMP degradation before the cells were incubated for a further 30 min. The cells were collected and lysed with lysis buffer from the cAMP ELISA Kit (R&D Systems, Minneapolis, MN, USA). Further treatment of the samples was performed according to the manufacturer's instructions.

The cells were incubated with 1 μM of prazosin or 10 μM of PD98059 for 30 min, followed by 250 pg/mL of MEL for 24 h. The supernatant was collected for IGF-I protein detection by the anti-chicken IGF-I ELISA kit (SEA050Ga, Uscn Life Science, Inc., Wuhan, China), according to the manufacturer's protocols.

4.5. Quantitative Real-Time PCR (QRT-PCR) {#sec4dot5-ijms-20-01682}
-----------------------------------------

The total RNA of the cell or tissue samples was extracted using the TRIzol reagent (CW0580A, CWBIO, Beijing, China), and immediately reverse transcribed using a reverse transcription kit (A5000, Promega, Madison, WI, USA). The expression levels of IGF-I and Mel1c were detected by QRT-PCR analysis, which was performed using the Roche LightCycler^®^96 real-time system (Software Version 1.1, Roche, Basel, Switzerland) with a SYBR Green Master Mix kit (Univ-bio, Shanghai, China). QRT-PCR analysis was performed under the following cyclic conditions for 40 cycles: 95 °C for 15 s (denaturation), 60 °C for 30 s (annealing), and 72 °C for 30 s (extension). The presence of a single PCR product was verified by melting curves in all of the amplifications. These data were analyzed by the comparative threshold cycle (CT) method and normalized against GAPDH controls. Primers were chosen from the Primer-BLAST website and are listed in [Table 1](#ijms-20-01682-t001){ref-type="table"}. Relative mRNA expression was calculated by the 2^−∆∆*C*T^ method.

4.6. Western Blot Analysis {#sec4dot6-ijms-20-01682}
--------------------------

The hepatic tissues (left lobe) or hepatocytes were rapidly isolated and lysed in RIPA lysis buffer (CW2333S, CWBIO, Beijing, China) containing 1% protease inhibitor cocktail (CW2200S, CWBIO, Beijing, China) and 1% phosphatase inhibitor cocktail (CW2383S, CWBIO, Beijing, China). The lysates were centrifuged at 14,000× *g* for 15 min at 4 °C. The supernatants were collected, and the amount of protein was measured using a BCA protein assay Kit (CW0014, CWBIO, Beijing, China), before the protein concentration was standardized. Protein lysates were separated by electrophoresis in a 10% sodium dodecyl sulfate-polyacrylamide minigel (SDS-PAGE), and electrophoretically transferred to a polyvinylidene difluoride membrane (Millipore, Billerica, MA, USA). The membranes were first blocked with 5% fat-free milk for 1 h and then incubated overnight at 4 °C with the following specific antibodies: anti-phospho-ERK1/2 antibody or anti-ERK1/2 antibody (1:4000, M8159, M5670, Sigma, St. Louis, MO, USA), anti-phospho-PKC-pan (pThr497) antibody (1:500, SAB4504099, Sigma, St. Louis, MO, USA), anti-PKC antibody (1:200, sc-13149, Santa Cruz Biotechnology, Dallas, TX, USA), anti-G~α~q antibody (1:200, sc-365960, Santa Cruz Biotechnology, Dallas, TX, USA), and monoclonal mouse anti-β-actin antibody (CW0096, CWBIO, Beijing, China). The blot was incubated with horseradish peroxidase-conjugated (HRP) goat anti-rabbit or goat anti-mouse secondary antibodies (CW0103, CW0102, CWBIO, Beijing, China) at a dilution of 1:6000 for 1 h at 37 °C. The protein bands were detected using an enhanced chemiluminescence kit (CW0049, CWBIO, Beijing, China). The protein band intensities were quantified with Image J software version 1.41o (Sun Microsystems, Inc., Santa Clara, AL, USA). The relative phosphorylated protein level was quantified by the density ratio of phosphorylated protein to total protein. The relative G~α~q protein level was quantified by the density ratio to β-actin, and the relative protein level using the intact WL group in vivo or the control in vitro as 100%.

4.7. Data Analysis {#sec4dot7-ijms-20-01682}
------------------

The data were expressed as the mean ± standard error of the mean (SEM). The differences between the sham and surgical groups under the same light treatment were analyzed using independent sample T-tests. The differences among the various monochromatic lights within each operation group in vivo, and the differences among drug-treated groups in vitro were analyzed using one-way analysis of variance (one-way ANOVA) followed by Fisher's least significant difference (LSD) post-hoc test using SPSS 16.0 software (SPSS Inc., Chicago, IL, USA). The level for determination of significance was *p* \< 0.05.

5. Conclusions {#sec5-ijms-20-01682}
==============

Our results indicated that monochromatic lights influenced plasma MEL level and further regulated liver Mel1c expression of broiler chickens. The active Mel1c modulated hepatic IGF-I synthesis and secretion through coupling with G~α~q and activating PKC/ERK signaling pathway.
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![Effect of Mel1c on insulin-like growth factor I (IGF-I) synthesis in the livers of broilers following monochromatic light stimulation. Plasma and livers from broilers (*n* = 4) of each operative group were collected at P14 following exposure to different light treatments. (**A**) The concentration of melatonin (MEL) in plasma was detected by ELISA. Relative mRNA levels of Mel1c (**B**) and IGF-I (**C**) in the liver were detected by QRT-PCR. (**D**) Hepatocytes were isolated from GL-treated intact broilers (*n* = 5) at P14 and were incubated with 250 pg/mL of MEL, 1 µM of prazosin, or a combination of the two for 24 h. Then, the cell supernatant was collected for IGF-I protein expression analysis by ELISA. Values within the same treatment group (Intact, Sham or PINX) with no common letters (a, b or c) are significantly different with each other (*p* \< 0.05). Relative Mel1c and IGF-I mRNA or protein levels were quantified using the intact WL group or control as 100%. \# *p* \< 0.05 compared with corresponding light treatments in the sham group. Pra, prazosin; WL, white light; RL, red light; GL, green light; BL, blue light; Sham, sham operation; PINX, pinealectomy operation.](ijms-20-01682-g001){#ijms-20-01682-f001}

![Identification of the G protein coupled to Mel1c that is involved in IGF-I expression. Hepatocytes were isolated from GL-treated intact broilers at P14 and incubated with 250 pg/mL of MEL, 1 µM of prazosin, or a combination of the two for 24 h. Then, the cells were collected for cAMP analysis by ELISA (**A**), and G~α~q analysis by Western blot (**B**). (**C**) MEL-treated cells were co-incubated with or without 10 µM of Ym254890 for 24 h, and then collected to detect IGF-I mRNA expression by QRT-PCR. The relative G~α~q protein level was quantified by the density ratio of G~α~q protein to β-actin protein. Relative values were quantified using the control as 100%. Values with no common letters (a, b) are significantly different with each other (*p* \< 0.05). Pra, prazosin; YM, Ym254890 (blocks the exchange of GDP for GTP in G~α~q/11 activation); MEL, melatonin.](ijms-20-01682-g002){#ijms-20-01682-f002}

![Role of protein kinase C (PKC) in Mel1c regulation of IGF-I expression in isolated hepatocytes. Hepatocytes were isolated from GL-treated intact broilers at P14 and incubated with 250 pg/mL of MEL in the presence or absence of 1 µM of prazosin for 24 h to detect the phosphorylated PKC level by Western blot (**A**,**C**). Primary hepatocytes treated with 250 pg/mL of MEL were incubated with or without 10 µM of Go9863 or Ym254890 for 24 h to detect the phosphorylated PKC level by Western blot (**B**,**D**), and IGF-I mRNA expression was assessed by QRT-PCR assay (**E**). The relative phosphorylated protein level was quantified by its ratio to the total protein density level. The relative values were quantified using the control as 100%. Values with no common letters (a, b) are significantly different with each other (*p* \< 0.05). Pra, prazosin; p-PKC, phosphorylated PKC; t-PKC, total PKC; Go, Go9863 (a pan PKC inhibitor); YM, Ym254890 (blocks the exchange of GDP for GTP in Gq/11 activation); MEL, melatonin.](ijms-20-01682-g003){#ijms-20-01682-f003}

![Relevance of ERK1/2 activation to IGF-I expression in isolated hepatocytes. (**A**,**B**) Phosphorylated ERK1/2 protein expression in hepatocytes. Hepatocytes were isolated from GL-treated intact broilers at P14. The cells were incubated with 250 pg/mL of MEL in the presence or absence of 1 µM of prazosin, 10 µM of Go9863, or 10 µM of Ym254890 for 24 h, and then phosphorylated ERK1/2 protein expression was assessed by Western blot. The relative phosphorylated ERK1/2 protein level was quantified by the ratio of phosphorylated to total ERK1/2 protein density using the control as 100%. (**C**,**D**) Relative IGF-I mRNA and protein expression in hepatocytes. Cultured hepatocytes were incubated with 250 pg/mL of MEL in the presence or absence of 10 µM of PD98059 for 24 h, and IGF-I mRNA and protein expression were assessed by QRT-PCR and ELISA assay, respectively. Relative IGF-I mRNA and protein levels were quantified using the control as 100%. Values with no common letters (a, b) are significantly different with each other (*p* \< 0.05). p-ERK1/2, phosphorylated ERK1/2; t-ERK1/2, total ERK1/2; MEL, melatonin; Go, Go9863 (a pan PKC inhibitor); YM, Ym254890 (blocks the exchange of GDP for GTP in G~**α**~q/11 activation).](ijms-20-01682-g004){#ijms-20-01682-f004}

![ERK1/2 activation levels in different light and operation treated broiler livers. Livers from broilers (*n* = 4) of each group were collected at P14, and phosphorylated and total ERK1/2 protein levels were assessed by Western blot in vivo. Values under different monochromatic light treatments within the same operational group (Intact, Sham or PINX) with no common letters (a, b or c) are significantly different with each other (*p* \< 0.05). \# *p* \< 0.05 compared with corresponding light treatments in the sham group. The relative phosphorylated ERK1/2 protein level was quantified by the ratio of phosphorylated to total ERK1/2 protein density using the intact WL group as 100%. WL, white light; RL, red light; GL, green light; BL, blue light; PINX, pinealectomy; Sham, sham operated; p-ERK1/2, phosphorylated ERK1/2; t-ERK1/2, total ERK1/2.](ijms-20-01682-g005){#ijms-20-01682-f005}
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Primers used for QRT-PCR analysis.

  Genes                            Primer Sequences (5′-3′)         Product Size (bp)   Accession No.
  -------------------------------- -------------------------------- ------------------- ----------------
  IGF-I                            F: TTCTTGAAGGTGAAGATGCACAC       217                 NM_001004384.2
  R: TTCCCTTGTGGTGTAAGCGT                                                               
  Mel1c                            F: AGA TAA GTG GGT TCC TGA TGG   237                 NM_205361.1
  R: GCA AAG GTG CAA GAG TAA ATC                                                        
  GAPDH                            F: ATC ACA GCC ACA CAG AAG ACG   124                 NM_204305
  R:TGA CTT TCC CCA CAG CCT TA                                                          

F = forward primer; R = reverse primer.
